The amount and form of dietary casein have been shown to affect energy metabolism and lipid accumulation in mice, but the underlying mechanisms are not fully understood. We investigated 48 hrs urinary metabolome, hepatic lipid composition and gene expression in male C57BL/6J mice fed Western diets with 16 or 32 energy% protein in the form of extensively hydrolyzed or intact casein. LC-MS based metabolomics revealed a very strong impact of casein form on the urinary metabolome. Evaluation of the discriminatory metabolites using tandem mass spectrometry indicated that intake of extensively hydrolyzed casein modulated Phase II metabolism associated with an elevated urinary excretion of glucuronic acid-and sulphate conjugated molecules, whereas glycine conjugated molecules were more abundant in urine from mice fed the intact casein diets. Despite the differences in the urinary metabolome, we observed no differences in hepatic expression of genes involved in Phase II metabolism, but it was observed that expression of Abcc3 encoding ATP binding cassette c3 (transporter of glucuronic acid conjugates) was increased in livers of mice fed hydrolyzed casein. As glucuronic acid is derived from glucose and sulphate is derived from cysteine, our metabolomic data provided evidence for changes in carbohydrate and amino acid metabolism and we propose that this modulation of metabolism was associated with the reduced glucose and lipid levels observed in mice fed the extensively hydrolyzed casein diets.
Introduction
It is known that intake of dietary proteins as compared to carbohydrates and lipids induces a higher thermic effect [1, 2] and satiety [3] [4] [5] . Moreover, intake of high-protein diets has been associated with reduced weight gain both in rodents [6] [7] [8] [9] [10] and in humans [11] [12] [13] . Interestingly, several studies indicate that casein, whey protein and soy protein differ in their ability to induce weight loss [14] [15] [16] [17] . In a randomized cross-over study the thermic effect of whey was higher than that of casein and soy protein [2] . Studies in mice have revealed that whey protein ingestion also induced lower weight gain in obesity-prone C57BL/6J mice than did casein [16] [17] [18] . Recently it was suggested that the decreased lipid accretion associated with whey intake could be explained by increased excretion of citric acid cycle intermediates in the urine [17] . Several lines of evidence therefore indicate that the choice of protein source might modulate metabolism.
In addition to protein source, protein form (i.e. intact vs hydrolyzed) might have impact on metabolism. Even though some studies report no effect [19, 20] , several studies report that feeding diets with hydrolyzed proteins prevented diet-induced obesity in rodents [21] [22] [23] [24] [25] [26] . Others have reported lower apparent amino acid digestibility in pigs fed diets with hydrolyzed casein relative to those fed intact casein [27] . It is also likely that urea excretion increases with ingestion of hydrolyzed proteins [28, 29] . Recently, we showed that, at equal energy intake, C57BL/6J mice fed Western diets containing extensively hydrolyzed casein gained less adipose tissue mass than mice fed similar diets with intact casein. Ingestion of hydrolyzed casein induced a decrease in fed plasma glucose and insulin concentrations, indicating altered carbohydrate metabolism [24] . In a follow up study, we used NMR-based metabolomics to unveil that intake of extensively hydrolyzed, as compared to intact casein, led to: i) higher fecal fat content, and lower tissue and plasma lipid levels, ii) higher branched-chain amino acid levels in feces and urine, but lower in plasma and spleen, iii) higher hepatic levels of the sulphur-containing molecules taurine and glutathione, iv) increased hepatic glycogen amount, and v) reduced levels of glucose and its metabolite lactate in feces, liver and plasma [30] . Based on these previous studies it is evident that feeding diets with extensively hydrolyzed casein modulates pathways within amino acid and carbohydrate metabolism and lipid uptake in the gastrointestinal tract in mice. However, it is still unclear how modulation of these pathways could lead to the observed divergent phenotypes.
Analysis of urinary excretion can serve as a powerful means to identify metabolic routes that are altered as a result of dietary intervention or to identify catabolic routes for specific dietary molecules. While metabolite concentrations in blood and organs, such as the liver, are dependent on metabolic status at time of sampling, urine accumulates metabolic products over time. Hence, the urinary metabolome can effectively distinguish metabolic effects that can be assigned to regulation of metabolism controlled by the dietary constituents [17, 31, 32] .
In the present study, we investigated the metabolic changes in C57BL/6J mice induced by intake of intact or extensively hydrolyzed casein, and used LC-MS based metabolomics to study 48 hrs urine by an untargeted approach. Urinary excretion of several compounds was significantly altered and large differences between dietary treatments were observed. Intriguingly, we observed that a number of metabolites were completely absent in urine from mice fed the intact casein diets versus diets with extensively hydrolyzed casein, even though the amino acid compositions of the diets were identical. We therefore pursued identification of these compounds and report that the most significant alterations in the metabolism induced by intake of hydrolyzed casein pertain to Phase II metabolism. Mice fed diets with extensively hydrolyzed casein had higher urinary excretion of glucuronic acid-and sulphate-conjugated molecules, relative to those fed intact casein diets. By contrast, the urinary metabolome from intact casein fed mice revealed higher urinary presence of glycine-conjugated molecules in comparison to mice fed extensively hydrolyzed casein diets.
Materials and Methods

Dietary protein sources
Intact casein (prod #02901293) and extensively hydrolyzed casein (prod #02960138) were purchased from MP Biomedicals (Illkirch-Graffenstaden, France). The manufacturer's web-page states that the casein hydrolysate was produced by enzymatic hydrolysis using pancreatic enzymes (not further specified). This hydrolysate had, in the form of mixed amino acids and peptides, the same amino acid composition as intact casein. The hydrolyzed casein was soluble, and about 41% of total amino acids were present as free amino acids.
Ethics statement
Animal handling and experiments were performed in accordance with the guidelines of the Norwegian State Board of Biological Experiments with Living Animals and the board specifically approved the experiments: Norwegian approval identification No, FOTS Id: 1062 and 1840. No adverse events were observed.
Animal study and sampling
The animal experiment and NMR-based metabolomics of organs and biofluids have been described [24, 30] . Male C57BL/6J BomTac (Taconic, Denmark) mice, 8 weeks of age, were assigned to four different experimental diets; i) 16% energy from intact casein (16-I %), ii) 32% energy from intact casein (32-I %), iii) 16% energy from hydrolyzed casein (16-H %), and iv) 32% energy from hydrolyzed casein (32-H %). All diets had 35% energy from lipids composed of soybean oil (27.3 g/kg feed) and lard (144.2 g/kg feed). For further information about the experimental diets, see Lillefosse et al. [24] . The mice were assigned to the diets by weight to ensure both equal mean starting weight and similar group standard deviation. The mice were housed individually and maintained on a 12:12 h light-dark cycle at 28 ± 1°C. To ensure equal energy intake the amount of feed offered was determined by the group with the lowest energy intake. The mice were fed daily and body weight was recorded twice a week. After 8 weeks of feeding the mice were anesthetized with isoflurane (Isoba vet, Schering-Plough, Denmark) before they were sacrificed by cardiac puncture. In the present study mice from two experiments were included. Experimental groups consisted of 30 mice in total (n = 6-8 per group, expt. 1) and 28 mice in total (n = 7 per group, expt. 2), respectively. In both experiments growth curves followed similar patterns and several biochemical analyses consistently supported the same physiological effect of the feeding trials in both experiments [24] . During the feeding period (after 3 weeks) the mice spent 48 h in metabolic cages for urine collection (expt. 1) used for LC-MS analysis. At sacrifice (after 8 weeks) livers were harvested, weighed and freeze-clamped in liquid nitrogen and stored at -80°C (expt 1 and 2).
LC-MS sample preparation
Prior to LC-MS analysis urine samples were diluted 5 times in acetic acid to a final acetic acid concentration of 1% and centrifuged. One hundred milligrams of each feed were suspended in 1500 μL water, carefully whirl mixed, sonicated for 15 min, and shaken for another 2 h. After extraction, 10% acetic acid was added to a final concentration of 1% acetic acid and then the samples were centrifuged 5 min at 20,000 g. The supernatant was filtered through Amicon Ultra 3 kDa cut-off filters (Millipore, Billerica, MA) at 14,000 g for 10 min.
LC-MS analysis
LC-MS analyses of urine and feed samples were performed using a MicrOTOF-Q MS (Bruker, Bremen, Germany) coupled with an Agilent 1200 series capillary HPLC (Agilent, Santa Clara, CA) following a method reported recently [33] . The HPLC was operated at a flow rate of 12 μL/ min and the mobile phases consisted of Solution A (water + 0.1% acetic acid) and Solution B (acetonitrile + 0.1% acetic acid). A double injection program was adopted to load the calibrant solution (10 mM sodium acetate) and sample individually with 2 min interval. For all analyses, 1 μL of calibrant and sample were used. A ZORBAX SB C18 column (0.5 x 150 mm, 3.5 μm, Agilent Technologies, Waldbronn, Germany) was used at 25°C for metabolite separation using the following gradient: 0% B for 2 min, linear gradient of 0-60% B in 12 min, 60-90% B in 3 min, 90% B for 2 min, 90-0% B in 1 min and 0% B for 10 min. All analyses were carried out in triplicate. MS was operated in negative ion mode, and data were collected in profile format at a frequency of 1 Hz with Active Focus mode off. The m/z range was set to 40-1000 and other optimized parameters were as follows: end plate offset, −500 V; capillary voltage, +3400 V; nebulizer pressure, 0.4 bar; dry gas flow, 4.0 L/min; dry temperature, 180°C; funnel 1 RF, 200 Vpp; funnel 2 RF, 200 Vpp; ISCID energy, 0 eV; hexapole RF, 100 Vpp; quadrupole ion energy, 5.0 eV; collision energy, 6.0 eV; collision RF 60 Vpp, transfer time, 98.4 s; pre-pulse storage, 1.0 s.
Data preprocessing of LC-MS data
The raw data were automatically calibrated using the acetate cluster signals in DataAnalysis software (Bruker Daltonics, Bremen, Germany) and converted to MZxml files using CompassXport software (Bruker Daltonics, Bremen, Germany). The MZxml files were processed using MZmine (version 2.9.1) [34] . The detailed parameters for each file process step were as described recently [33] . For all of the metabolites discussed in the paper, the molecular formulas were further checked by SmartFormula software (Bruker Daltonics, Bremen, Germany) on the basis of high mass accuracy (< 2 mDa) and well-matched isotopic pattern (mSigma Score < 10).
The full data set after MZmine processing is available as supplemental material (S1 Table) .
Multivariate data analysis
Multivariate data analysis was performed using the SIMCA-P+ software, version 12.0.1 (Umetrics, Umeaa, Sweden). Principal component analysis (PCA) was applied to examine any intrinsic clustering of the data. Orthogonal partial least square analysis discriminant analysis (OPLS-DA) was performed to maximize the separation between classified groups of mice fed intact and hydrolyzed casein and to identify putative biomarkers. LC-MS data were mean-centered and scaled to unit-variance and cross-validated using full cross-validation.
The quality of the model was determined by the goodness of prediction (Q 2 ) and the fraction of Y explained by the model (R 2 Y). Furthermore, Cross Validated Analysis Of Variance (CV-ANOVA) [35] and cross-validated scores were used to test the robustness of the model. The VIP value computed by the SIMCA software was used to select variables that contributed to the discrimination between groups.
LC-MS metabolite identification
After selection of important variables, MS 2 experiments and database searches were applied [36] [37] [38] to characterize the discriminatory metabolites. The 50 most important LC-MS features identified by the VIP value were further investigated. Furthermore, the list of discriminatory features was matched against the result from feed analysis, and m/z values that could be detected in feed extracts were excluded from further analyses.
Thiobarbituric acid reactive substances (TBARS)
Liver samples were homogenized and the TBARS were quantified (expt. 2) after the principle of Schmedes and Hölmer [39] with modifications as described in detail previously [40] .
Liver lipid analysis
Total lipids (expt. 2) were extracted from liver samples with chloroform: methanol, 2:1 (v:v). The lipid classes were analyzed on an automated Camaq HPTLC system and separated on HPTLC silica gel 60 F plates as previously described [41] .
Quantitative reverse transcriptase PCR (RT-qPCR)
Total RNA was purified from liver samples with TRIzol Reagent (Invitrogen, Grand Island, NY) and the quality was assessed with the NanoDrop ND-1000 UV-Vis Spectrophotometer (NanoDrop Technologies, Wilmington, DE) and the Agilent 2100 Bioanalyzer (Agilent Technologies, Santa Clara, CA). A 50 μL reverse transcription (0.5μg total RNA) reaction was performed at 48°C for 60 min utilizing a GeneAmp PCR 9700 machine (Applied Biosystems, Foster City, CA). Individual RT reactions contained 1× TaqMan RT buffer (10×), 5.5 mM MgCl 2 , 500 μM dNTP (of each), oligo dT primers (2.5 μM), 0.4 U/μL RNase inhibitor, 1.25 U/μL Multiscribe Reverse Transcriptase (N808-0234, Applied Biosystems, Foster City, CA) and RNase-free water. Quantitative reverse transcriptase PCR was run in 10 μL reactions on a LightCycler 480 Real-Time PCR System (Roche Applied Sciences, Rotkreuz, Switzerland) containing 2.0 μL cDNA and using SYBR Green Master Mix (Light Cycler 480 SYBR Green master mix kit, Roche Applied Sciences, Rotkreuz, Switzerland). Gene-specific primers were either bought (Bio-Rad Laboratories, Coralville, IA) as mouse PrimePCR SYBR green Assays, Heme oxidase 1 (Hmox1), NAD(P)H dehydrogenase (quinone 1) (Nqo1), Glutamate-cysteine ligase catalytic subunit (Gclc), glutamate-cysteine ligase, modifier subunit (Gclm), Glycine-N-acyltransferase (Glyat); or designed (S2 Table) using Primer Express 2.0 (Applied Biosystems, Foster City, CA). Relative gene expression was normalized to the expression of (Tbp, TATA box binding protein) (expt. 1 and 2).
Statistical analysis of liver data
All data represent mean ± SE. All data sets were tested for homogeneity of variances using Levene's test. Data were analyzed using a factorial ANOVA test with protein level (L) and protein form (F) as categorical predictors. In the case of an interaction effect between L × F, a post-hoc Fisher LSD test was performed. Data with heterogeneous variances were log-transformed before statistical analyses. P < 0.05 was considered significant. Statistics were performed with STATISTICA 9.0 (StatSoft, Tulsa, OK).
Results and Discussion
Previously, we reported that at equal energy intake, obesity-prone C57BL/6J mice fed Western diets with extensively hydrolyzed casein after 8 weeks intervention had~55% lower body mass gain and~70% reduction in white adipose tissue mass, as compared to mice fed intact casein diets [24] . Concomitantly, both lower respiratory exchange ratio and reduced plasma concentrations of glucose and lactate suggested decreased carbohydrate catabolism in mice fed hydrolyzed casein diets [24] . NMR-based metabolomics indicated that fecal fat and branched-chain amino acid excretion were higher in mice given hydrolyzed casein diets, which probably could explain part, but not all, of the observed differences in the mice fed hydrolyzed vs intact casein [30] . In the present study, a LC-MS-based metabolomics analysis was performed on 48 hrs urine samples from the mice fed hydrolyzed or intact casein in order to further elucidate underlying mechanisms contributing to the observed phenotypic differences.
Intake of extensively hydrolyzed casein had large impact on the urinary metabolome PCA was carried out on a total of 638 features detected by LC-MS in negative mode after the applied preprocessing steps had been performed. The first principal component (PC) of the PCA model accounted for 24.6% of the total variation in the data and a very clear grouping of the mice fed intact or hydrolyzed casein was observed in the score plot. A tendency to an effect of protein level (16% versus 32%) was observed; urine from mice receiving 32% protein had higher positive and negative scores on PC1 for hydrolyzed and intact casein, respectively (Fig. 1) . As PCA is an unsupervised method only directed by the inherent variation of the dataset, this result confirmed that intake of extensively hydrolyzed casein had a very strong and significant impact on the metabolic response that was decisive for the global urine metabolite profile. A valid OPLS-DA model (Q 2 = 0.88, R 2 Y = 0.91, CV-ANOVA, p = 2.6E-12) with hydrolyzed versus intact casein as the discriminant variable was constructed and an unblemished differentiation of urine samples according to dietary protein source was observed in the crossvalidated score plot (S1 Fig.) . Based on the VIP values computed in the OPLS-DA model, the 50 most important features for differentiating the two diets were identified ( Table 1) .
Ingestion of extensively hydrolyzed casein affects the urinary excretion of phase II metabolites
While the MS instrument allows the use of very accurate masses and isotope patterns for determination of metabolite molecular formulae, identification is still obstructed by the fact that many metabolites are not available as authentic standards. The lack of standards reflects the vast number of intermediate metabolites and the diversity of metabolic reactions by which these metabolites can be transformed. This leads to a vast number of detected metabolites, of which many have not yet been identified [42] . In the present study, we have determined molecular formulae of the most important discriminatory features and used MS 2 to identify structural units of these compounds. We observed that many compounds could be detected at several retention times, and attributed this to in-source fragmentation. As an example, a feature with an m/z of 435.140 and a molecular formula of C 20 H 24 N 2 O 9 appeared three times in Table 1 . The features with multiple appearances could be assigned to metabolites containing either glucuronic acid, sulphate, or glycine moieties (see below), but an exact molecular assignment was not possible. We assumed that such repeated features had similar chemical structures, while their precursors were different, and hence had different retention times. Several features (for instance the 435.140 peak) were found to form adducts in the mass spectrometer and therefore MS 2 was insufficient to assign the precursor molecules. Therefore, in order to assign the precursor molecules, perfect co-elution between precursor and fragment was required (Table 1) . Of the selected 50 discriminatory features, the majority could be assigned as molecules conjugated with either glucuronic acid (193 or 175 m/z fragments), sulphate (80 or 97 m/z fragments), or glycine (74 m/z fragment). Eighteen features were most abundant in urine from mice given the intact casein diets, whereas 18 other features were most abundant in urine from mice fed the hydrolyzed casein diets. The remaining peaks could either be detected in the diet and were possibly contaminants (10 features) or were artifacts from the sodium acetate cluster used for calibration (4 features, not shown). Tandem mass spectrometry of the discriminatory features revealed that hydrolyzed casein feeding induced excretion of glucuronic acid conjugates (11 of 18 features contained glucuronic acid) and sulphate conjugates (5 of 18 features). Interestingly, many of these compounds were completely absent in urine from mice that received intact casein (Fig. 2) . Thus, the present data revealed a strong increase in the urinary excretion of D-glucuronic acid and glucuronic acid-and sulphate-conjugated molecules in mice fed hydrolyzed casein when compared to mice fed intact casein diets. Nine metabolites that were more abundant in urine from mice fed intact casein could be assigned as glycine conjugates, while two metabolites were assigned as sulphate conjugates. One of the glycine conjugates was tentatively assigned as salicyluric acid, and furthermore salicylic acid was more abundant in urine from intact casein fed mice.
D-glucuronic acid and sulphate conjugates are Phase II metabolites in mammals and are often linked to the xenobiotic metabolism of substances such as drugs, bilirubin, androgens, estrogens, mineralocorticoids, glucocorticoids, fatty acid derivatives, retinoids, and bile acids. However, while glucuronidation and sulphation improves water solubility of metabolites and thereby involves a detoxifying effect, glycine conjugation does not have the same effect on water solubility. This fact indicates that glycine conjugation may play another role than detoxification, and it was recently suggested that the function of glycine conjugation is to regulate body stores of glycine [43] .
Expression of Phase II detoxifying genes is not altered by intake of hydrolyzed casein
Despite the fact that we found different excretion patterns of conjugated metabolites, there was no difference between the dietary groups in the hepatic expression of genes encoding enzymes involved in glucuronidation reactions (Ugt1a5, Ugt1a6b and Ugt2b34, Uridine 5 0 -diphosphoglucuronosyltransferase), sulphate conjugations (Sult1a1, sulfotransferase) and glycine conjugations (Glyat, glycine-N-acyltransferase) (Fig. 3) . Several factors may explain this discrepancy between gene expression and the 48 hrs urinary metabolome. Firstly, the 48 hrs urinary metabolome reflects metabolic status over time, enabling us to detect minor changes that will result in phenotypic divergence over time, whereas gene expression data are measures reflecting the Effect of Hydrolyzed Casein on Metabolism metabolic status of the animal at the time of sampling. Secondly, approximately one third of the ingested essential amino acids may be metabolized in the intestine mucosal cells [44] , and could therefore attenuate the amino acid in-flow to the portal vein. Thirdly, genes (cytosolic sulfotransferases and uridine diphosphate-glucuronosyl transferase) that govern the conjugation are only weakly inducible [45] , and may therefore not support the present/absent-behavior of the conjugates detected in the present study. In addition, elevated gene expression is not a requirement for an increase in excreted Phase II metabolites, which also could be controlled by post-translational regulation [46] or excretion in Phase III [47] . In fact, we did find elevated expression of the Phase III enzyme glucuronide transporter Abcc3 (ATP binding cassette) [48] in mice fed hydrolyzed casein and this could contribute to the elevated level of glucuronic acid conjugates (Fig. 3) . Finally, it should be noted that in our study we only measured hepatic gene expression. Phase II enzymes are expressed in most tissues and therefore it is possible that the regulation occurs in, for instance, the kidney rather than the liver [49, 50] . It has previously been reported that the amount of dietary protein affects Phase I and II metabolism [51, 52] . However, the exact mechanisms linking intake of hydrolyzed casein to an increased level of phase II metabolites in the urine remain unknown. Free amino acids may be absorbed directly in the intestine. Therefore, the amino acids may be taken up more rapidly and reach a higher concentration in the portal vein and liver. However, data from humans indicate that the difference between hydrolyzed and intact casein absorption is minimal and chemical alterations of the protein source are probably also necessary in order to induce Phase I and Phase II metabolism [26, 53] . Other dietary perturbations have also been shown to affect Phase II metabolism using similar protein and lipid sources as in the present study; mice receiving a low fat diet had elevated RNA levels of hepatic Phase I and Phase II enzymes (Ugt, Sult) relative to mice receiving a high fat diet [54] and recently, dietary restriction was reported to induce urinary excretion of phase II metabolites and hepatic expression of Phase II enzymes in rats [55] . By contrast, mice receiving a high fat diet excreted higher amounts of glycine conjugates than mice receiving a low fat diet [56] . From the literature, it appears that sulphate and Liver gene expression related to Phase II metabolism. Gene expression in livers from mice fed diets containing intact (I) or hydrolyzed (H) casein at 16% energy or 32% energy from protein was analyzed (n = 6-8).). Gene abbreviations: Abcc3, ATP-binding casette, sub-family c, member 3; Glyat, Glycine-N-acyltransferase; Sult1a1, Sulfotransferase Family, Cytosolic, 1A, Phenol-Preferring, Member 1; Ugt1a5, UDP glucuronosyltransferase 1 family, polypeptide A5; Ugt1a6b, UDP glucuronosyltransferase 1 family, polypeptide A6B; Ugt2b34, UDP glucuronosyltransferase 2 family, polypeptide B34. * Significant effect of hydrolysis, p < 0.05. doi:10.1371/journal.pone.0118895.g003
Effect of Hydrolyzed Casein on Metabolism glucuronic acid conjugation are associated with intake of a low fat diet, whereas glycine conjugation is associated with intake of a high fat diet [55] [56] [57] . In the present study, despite all animals receiving the same amount of dietary fat, we found higher contents of glycine conjugates in the obese mice (fed intact casein) and higher content of sulphate and glucuronic acid conjugates in the lean mice (fed hydrolyzed casein), supporting diverging roles of these conjugation pathways with regard to body composition.
Possible role of Phase II detoxifying reactions in glucose and cysteine metabolism
We have previously reported that mice fed the hydrolyzed casein diet had reduced fed state plasma concentrations of glucose and insulin relative to those fed the intact casein diet [24] . Moreover, fed state plasma concentration of the glucose catabolism marker lactate was lower, which, together with a tendency toward reduced respiratory quotient during the light phase, strongly indicated less usage of glucose as an energy substrate in the mice fed hydrolyzed casein as compared to those fed intact casein diets [24] . NMR-based metabolomics confirmed reduced glucose and lactate concentrations in liver and plasma, whereas hepatic glycogen concentration was higher in mice fed the hydrolyzed casein as compared to those fed intact casein diets [30] . Together, our results strongly indicate a shift from usage of carbohydrates as energy substrate through glycolysis towards alternative metabolic usages of glucose, including storage as glycogen. Interestingly, in the body glucose can be metabolized to UDP-glucose, which subsequently can be used either in the synthesis of glycogen, or be further metabolized to D-glucuronic acid. Our LC-MS analyses in the present study suggest that more glucose was converted to D-glucuronic acid, facilitating Phase II conjugation and urinary excretion of glucuronic acid conjugated compounds. Such a redirection of glucose from glycolysis could also potentially remove substrates used in de novo lipogenesis. We therefore measured liver lipid contents and hepatic gene expression levels of enzymes involved in de novo lipogenesis. PCA scores and loadings of these data ( Fig. 4A and 4B) showed that mice fed hydrolyzed casein were characterized by a decreased expression of genes involved in de novo lipid synthesis and decreased content of free fatty acids and triacylglycerols. As shown in Fig. 4C-4F , expression of lipogenic genes (Srebf1 (Sterol regulatory element binding transcription factor 1), Acaca (Acetyl-Coenzyme A carboxylase alpha), Fasn (Fatty acid synthase), and Scd1 (Stearoyl-Coenzyme A desaturase 1)) was significantly decreased after feeding with hydrolyzed casein, indicating that de novo lipid synthesis was repressed. Furthermore, liver free fatty acids (FFA) and lysophosphocholine were reduced in mice fed hydrolyzed casein relative to those fed intact casein diets, while a significant effect on the content of steryl esters (SE) and triacylglycerols (TAG) could not be established (Fig. 4J-4M) . Therefore, we speculate that ingestion of extensively hydrolyzed casein in mice facilitates reduction of glucose concentrations by increasing glycogen deposition [30] , as well as by increasing conversion of glucose to D-glucuronic acid, which subsequently can lead to decreased deposition of lipids (Fig. 5) .
Sulphate is, together with glutathione and taurine, synthesized from the sulphur amino acid cysteine [58] . A major determinant of glutathione synthesis is the availability of cysteine [59] , and since the level of free cysteine is kept low in the liver, it has been suggested that glutathione is a hepatic cysteine reservoir [59, 60] . In our previous paper we reported that hepatic concentrations of glutathione and taurine were increased in mice fed hydrolyzed casein, indicating higher cysteine availability relative to those of mice fed intact casein [30] . If availability of cysteine was higher in hydrolyzed casein fed mice, it is also likely that more sulphate was synthesized from cysteine, which could explain the higher urinary excretion of sulphate conjugated compounds in the present study (Fig. 5) .
Hepatic Nrf-2 and p53 regulated gene expression
Intake of extensively hydrolyzed casein diets increased fed-state plasma β-hydroxybutyrate concentration, indicating an increased hepatic mitochondrial ketogenesis in mice [24, 30] . Mitochondrial respiration, including ketogenesis, is a major source of reactive oxygen species and may result in accumulation of oxidation products. We therefore measured the TBARS level in liver tissue and found a small but significantly higher level of TBARS in mice fed hydrolyzed casein compared with mice fed intact casein (Fig. 6A ), indicating differences in oxidative stress between treatment groups.
Regulatory pathways that may be induced by oxidative stress include the nuclear factor erythroid 2-related factor (Nrf-2) regulated pathways [61] . Wen et al found that an increased level of Phase II metabolites in urine was caused by activation of the Nrf-2 pathway [55] , and hence, in the present study, both increased oxidative stress and excretion of Phase II metabolites suggested that the Nrf-2 pathway was activated in mice receiving hydrolyzed casein. Furthermore, Nrf-2 has been shown to inhibit hepatic lipogenesis [62] and an induction of Nrf-2 by high fat diets has been observed [63] . Therefore, we measured expression of Nrf-2 target genes in livers from mice fed intact or hydrolyzed casein. However, no significantly different expression of genes encoding the antioxidant enzymes Hmox1 (heme oxidase 1) or Nqo1 (NAD(P)H dehydrogenase, quinone 1), Me (malic enzyme), the glutathione synthesizing enzymes Gclc (Glutamate-cysteine ligase catalytic subunit), Gclm (Glutamate-cysteine ligase modulator subunit) and Gss (glutathione synthase) was observed between the mice fed the different diets (Fig. 6B) . However, expression of the gene encoding the negative regulator of the p53 tumor suppressor, Mdm2 (Mouse double minute 2 homolog) was down-regulated in mice fed hydrolyzed casein Metabolites given in red decreased after intake of hydrolyzed casein, whereas metabolites in blue increased. Mice fed diets with hydrolyzed casein have reduced plasma glucose levels [24] as well as reduced liver glucose and lactate concentrations [30] . Concomitantly, mice fed hydrolyzed casein diets exhibit a higher liver glycogen concentration [30] , indicating a shift in glucose metabolism from glycolysis toward UDPglucose synthesis, which is the intermediate substrate used both for glycogen-and D-glucuronic acid synthesis. The increased urinary abundance of D-glucuronic acid conjugated substances identified in the present study further supports such a switch in glucose metabolism by hydrolyzed casein feeding. The liver glutathione and taurine levels were shown to be increased in mice fed hydrolyzed casein [30] , indicating higher hepatic cysteine availability in these mice. As cysteine is the precursor for sulphate synthesis, higher hepatic cysteine availability could explain the higher urinary content of sulphate-conjugated molecules in the hydrolyzed casein fed mice observed in the present study. In summary, these metabolic alterations induced by intake of hydrolyzed casein facilitate both the reduced plasma glucose levels and increased urinary levels of Phase II conjugated molecules. doi:10.1371/journal.pone.0118895.g005 ( Fig. 6B) , suggesting that p53 regulated pathways were modulated by hydrolyzed casein feeding. Interestingly, p53 is involved in regulation of both glucose metabolism and oxidative stress response [64] . Therefore, we measured hepatic gene expression of p53 target genes. However, we were unable to detect different expression levels of Gpx1 (glutathione peroxidase 1) or Tigar (TP53-induced glycolysis and apoptosis regulator) between the dietary groups (Fig. 6C) . Hence, based on hepatic gene expression analyses, we could not establish a regulatory role of neither Nrf-2 nor p53 in relation to the observed changes in Phase II metabolism, oxidative stress and lipogenesis in the present study.
Conclusion
Intake of extensively hydrolyzed as compared to intact casein has been associated with decreased body fat accretion and reduced plasma glucose and lipid concentrations. The present study indicated that Phase II and liver lipid metabolism were significantly regulated by intake of hydrolyzed casein; the excretion pattern of Phase II conjugates and liver lipogenesis were strongly affected by protein form. Moreover, based on the present and previous studies [24, 30] , we speculate that the increased urinary excretion of D-glucuronic acid conjugated molecules contributed to the lower plasma and tissue glucose levels, as well as lower tissue fat accretion observed in mice fed extensively hydrolyzed casein diets. However, it is uncertain whether this contribution is quantitatively important, and further experiments are needed to confirm this. 
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